. Comparison of SOX17 and FOXA2 co-expression after treatment with 1000ng/ml Nodal, 800nM IDE1 0r 100ng/ml Activin. Nodal treatment gave rise to maximum number of Sox17 + Foxa2 + cells. Scale bars, 100μm. Suppl Fig. 2. FOXA2 and ECADH immunofluorescent staining of cells treated with 1000ng/ml Nodal, 800nM IDE1 or 100ng/ml Activin A. Double positive cells mark definitive endoderm. Scale bars, 100μm. Suppl Fig. 3. Gelatin performed better than Matrigel as an ECM substrate for differentiation of mESC to DE. Foxa2 transcript levels were significantly higher in cultures grown on Gelatin than Matrigel. Sox17, another DE marker was similarly expressed. N=2. Data are presented as mean ± SEM. Asterisk indicates p values on comparison with Matrigel cultures.*P<0.05 determined by Two-way ANOVA with Bonferroni post-tests. Suppl Fig. 4. Gelatin was more competent than Matrigel as an ECM substrate in aiding pancreatic differentiation of PTF1a-induced monolayer cultures. Dox-induced cultures grown on Gelatin had significantly higher expression of Amy2a, Insulin, Sst and Gcg compared to ones on Matrigel. However, endocrine transcripts were elevated in uninduced cultures grown on Matrigel. N=3. Data are presented as mean ± SEM.
. The state of suspension is responsible for enhanced differentiation, and not overnight exposure to 15% FBS. Gene expression of pancreatic markers Amy2a(A), Insulin(B) , Gcg(C) , and Sst (D) was not significantly increased in adherent cultures that received an overnight 15%FBS treatment at the same time when the suspension cultures were plated. N=1-3. Data are presented as mean ± SEM. 
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